Supplementary material
1 Methods 2 Reverse transcription and quantitative RT-PCR. 10 µg of each RNA sample were 3 treated with 10U of DNaseI (Roche), and the absence of chromosomal DNA 4 contamination was checked by PCR. To study antisense ncRNA expression, cDNA 5 synthesis was performed as following: 1 µg of RNA was denatured at 72°C for 10 6 min; 16.6 pmoles of each strand-specific primer (forward primers listed in 7 Supplementary Table 2 for the anti-sense RNAs) and dNTPs to a final concentration 8 of 0.5 mM were added and the mixture was re-incubated at 72°C for 10 min. To this, 9 5x First-Strand Buffer (Invitrogen), DTT to final 4 mM, 240U of Superscript II 10 (Invitrogen) and RNase-free water were added; the mixture was incubated at 50°C for 11 100 min. cDNA synthesis with hrdBrtoutrv only was also performed as negative 12 control to discriminate, in the down-stream analysis, the background signal. qRT-PCR 13 experiments were performed using the ABI Prism 7500FAST system (Applied 14 Biosystems) with 10 ng of cDNA (or water for the negative control) and 10 pmol of 15 each primer per reaction. Relative expression levels were normalized to mRNA of the 16 major vegetative sigma factor (hrdB). The signal of each antisense transcript was 17 compared to the specific background to determine its expression. To determine the 18 presence of an ncRNA transcript, the negative control cnc2966 (no predicted ncRNA) 19 was set as threshold (Table 1) . All the transcripts above this were considered positive. 20 To detect the antisense ncRNA cnc2198.1 (not detected with the method previously 21 described), the forward primer ( Supplementary Table 2 ) was engineered with a tag 22 (Supplementary Table 2 ) according to Purcell et al (2006) (2) and used for strand 23 specific cDNA synthesis. qRT-PCR was performed using a combination of the 24 tagged-primer and the specific reverse (Supplementary Table 2 ).
Overexpression of cnc2198.1 in S. coelicolor. Primers sco2198fw ncRNA BglII and 27 sco2198rev ncRNA NdeI ( Supplementary Table 2 ) were used to amplify 88bp from 28 cnc2198.1, with two engineered restriction sites for down-stream cloning. The avermitilis was calculated using MUMmer 3.06 (1), a program especially designed for 42 genome-wide comparisons between two genomes. MUMmer follows an anchor-based 43 approach for the alignment using suffix tree data structures to find anchors, achieving 44 a fast computation time. Local alignments larger than 200 bp were processed by a 45 sliding-window approach with a windows size of 120 bp and a step size of 20 bp.
46
Detection of structured RNAs. We used RNAz v1.01 to predict structured RNAs. 47 The forward and backward strand of the alignments were screened separately. The
48
RNAz classifier is based on a support vector machine (SVM). This classifier 49 computes a probability (p-value) that the input alignment has a significant 50 evolutionarily conserved secondary structure based on the thermodynamic stability of 51 a predicted structure and on sequence covariations consistent with a common 52 structure. For details we refer to Washietl et al (2005) (3). An RNA structure with a p-53 value of 1 defines the most reliably predicted RNA. Signals with a p-value smaller 54 than 0.5 were discarded. 55 As the sensitivity of RNAz is dependent on base composition and sequence identity, 56 we used a shuffling algorithm to remove alignments that also showed a significant 57 RNA structure signal after shuffling. Therefore, all alignments that contained a 58 predicted structured RNA were shuffled once and re-screened with RNAz. All 59 alignments that had a p-value higher than 0.5 after shuffling were discarded. 60 Overlapping windows and windows that are at most 50 bp apart were combined into 
